The parent-of-origin specific expression of imprinted genes relies on DNA methylation of CpGdinucleotides at differentially methylated regions (DMRs) during gametogenesis. To date, four paternally methylated DMRs have been identified in screens based on conventional approaches. These DMRs are linked to the imprinted genes H19, Gtl2 (IG-DMR), Rasgrf1 and, most recently, Zdbf2 which encodes zinc finger, DBF-type containing 2. In this study, we applied a novel methylated-DNA immunoprecipitation-on-chip (meDIP-on-chip) method to genomic DNA from mouse parthenogenetic-and androgenetic-derived stem cells and sperm and identified 458 putative DMRs. This included the majority of known DMRs. We further characterized the paternally methylated Zdbf2/ ZDBF2 DMR. In mice, this extensive germ line DMR spanned 16 kb and possessed an unusual tripartite structure. Methylation was dependent on DNA methyltransferase 3a (Dnmt3a), similar to H19 DMR and IG-DMR. In both humans and mice, the adjacent gene, Gpr1/GPR1, which encodes a G-proteincoupled receptor 1 protein with transmembrane domain, was also imprinted and paternally expressed. The Gpr1-Zdbf2 domain was most similar to the Rasgrf1 domain as both DNA methylation and the actively expressed allele were in cis on the paternal chromosome. This work demonstrates the effectiveness of meDIP-on-chip as a technique for identifying DMRs.
INTRODUCTION
Genomic imprinting describes the expression of a subset of mammalian genes from one parental chromosome (1) . Many imprinted genes play developmentally important roles particularly during embryogenesis and also in the adult animal (2, 3) . The majority of imprinted genes reside within complex domains. Although the domain itself remains imprinted throughout the life of the organism, individual genes within the domain can be expressed in tissue-and developmentally specific patterns and some also show temporal or spatial differences in their imprinted status.
Imprinted domains are established in the germ line and the epigenetic profile of germ cells changes dynamically during development (4) . Most strikingly, the DNA methylation of CpG-dinucleotides at differentially methylated regions (DMRs) is erased as the primordial germ cells migrate from the base of the allantois to the genital ridge and differentially re-established during oogenesis and spermatogenesis (5) . In the female neonatal mouse, methylation is acquired asynchronously in a gene-specific manner in oocytes arrested at prophase I and during the transition from primordial to antral follicles in the postnatal growth phase (post-pachytene) (6) (7) (8) .
In contrast, methylation is initiated at paternal DMRs prenatally during embryonic germ cell development and completed by the pachytene phase of postnatal spermatogenesis (9) (10) (11) (12) . The gametic imprints are maintained stably after fertilization despite overall epigenetic reprogramming, and persist during development and into adulthood.
Methyl-substrates and DNA methyltransferases (Dnmts) are required for both the acquisition and the maintenance of DNA methylation. In mice, Dnmt3a and the accessory protein, Dnmt3l, establish imprinted DNA methylation in the germ line (13) (14) (15) . Dnmt3a has a central role in the de novo methylation process at the paternally methylated H19, Gtl2 (intergenic DMR; IG-DMR) and Rasgrf1 loci, while the role of Dnmt3b appears to be specific to the Rasgrf1 locus (15, 16) . Dnmt3l has a plant homeodomain (PHD)-like motif but lacks DNA methylation activity (14, 17) . Instead, Dnmt3l cooperates with Dnmt3a to de novo methylate DNA (18, 19) . It may serve to activate the functional Dnmts and/or play a role in recognizing the target sequence (20, 21) . Germ line conditional knockout mice that lack either Dnmt3a or Dnmt3l do not acquire the maternal or paternal methylation imprints (15, 16) .
To date, DNA methylation is acquired on the paternal allele at 4 DMRs and on the maternal allele at 18 DMRs (22) (23) (24) (25) (26) . There are additional DMRs where allele-specific methylation is acquired after fertilization. Disruption of the methylating machinery in the germ line primarily results in global loss of imprinting (14, 27, 28) , while loss of the maintenance DNA methylase can affect the expression of a subset of imprinted genes within a domain (29) (30) (31) .
The number of known imprinted genes is $100 but the total number is unknown. A number of approaches have been used to identify new candidates (32) . A drawback of expression-based approaches is in the identification of genes expressed at different stages of development or ones that are imprinted only in a subset of tissues. In contrast, approaches based on detecting regions of allele-specific epigenetic marks between the maternal and paternal genomes are applicable to all tissue types at all time points. Tiling array technology and chromatin immunoprecipitation (ChIP-on-chip) has been successfully applied to decipher chromatin structure (33) (34) (35) . In this study, we applied this technology in combination with the methylated DNA binding column technique (36, 37) using the antibody against 5-methyl-cytosine (methylated-DNA immunoprecipitation; meDIP) to determine how effectively we could identify known and novel DMRs.
MATERIALS AND METHODS
Mouse strains and the preparations of DNA and RNA Derivation of PG-, AG-derived stem and TS cells was described previously in detail (38) . C57BL/6 (B6) females were mated with JF1 (39) males to generate B6/JF1 mice and reciprocally crossed to generate JF1/B6 mice. The mature sperm and MII oocytes were obtained from B6 and ICR mice, respectively. Blastocysts were obtained from B6/JF1 mice. Genomic DNAs from mature sperm, MII oocytes, blastocysts and TS cells was prepared as previously described (6, 40) . Genomic DNA and total RNA were obtained from various organs from B6/JF1 and JF1/B6 mice at embryonic day (E) 13.5, E18.5 and adult stages. For human polymorphic analysis, DNA and RNA were prepared from umbilical cord blood after delivery and from their mothers' peripheral blood using standard protocols. Total RNA was prepared using ISOGEN (Nippon Gene, Tokyo, Japan), treated with DNase I (Promega, WI, USA) to remove genomic DNA. The absence of genomic DNA contamination was confirmed by the lack of genomic DNA amplification of Gapdh/GAPDH by polymerase chain reaction (PCR).
The isolation of Dnmt3a-deficient and wild-type prospermatogonia
To obtain Dnmt3a-deficient and wild-type prospermatogonia, male germ cells were isolated from E14.5, E16.5, E18.5 and Postnatal day (P) 7 testes from B6 mice and from P7 testes of the conditional Dnmt3a knockout mice by fluorescence activated cell sorting (FACS) as previously described in detail (16) .
MeDIP-on-chip analysis
DNA extracted from PG-and AG-derived cells and mature sperm was fragmented to $200-1000 bp by sonication (Sonics & Materials, Connecticut, USA). Fragment size was checked on 1% agarose gels. Immunoprecipitation was carried out using a specific antibody for 5-methyl-cytosine (AbD Serotec, Oxfordshire, UK). Input and bound DNA was amplified by GenomePlex Complete Whole Genome Amplification kit (SigmaAldrich, Missouri, USA). The relative enrichment of DMRs was determined by sequence-specific real-time PCR analyses using a 7500 Real Time PCR System (Applied Biosystems Japan, Tokyo, Japan) and SYBR Premix Ex Taq II (Perfect Real Time) (Takara Bio, Kyoto, Japan). Primers and PCR conditions are described in Supplementary Table S1. For the tiling arrays, input DNA was labeled with a cyan-3 dye and bound DNA was labeled with cyan-5. DNAs were hybridized to the mouse whole genome tiling array (Agilent Technologies Japan, Tokyo, Japan). The methylated sequences were compared between PGand AG-derived cells and sperm DNA using ChIP Analytics 1.3 software (Agilent Technologies Japan, Tokyo, Japan).
Bisufhite-PCR methylation assay
The methylation assay was performed at the DMRs of H19, IG-DMR (Gtl2), Rasgrf1, Zdbf2, Nespas, Gnas1A, Peg10, Peg1, Peg3, Snrpn, Lit1, Zac1, U2af1-rs1, Igf2r (DMR2) and Impact. The Zdbf2 methylated regions were analyzed by both combined bisulfite-PCR restriction analysis (COBRA) and bisulfite-PCR sequencing (11) . Each DNA sample (MII oocytes, sperm and several organs tissues) was treated with sodium bisulfite using the EZ DNA Methylation Kit (Zymo Research, Orange, CA, USA) and amplified by PCR as follows: a PCR reaction mix containing 0.5 mM of each of the primer sets, 200 mM dNTPs, 1 Â PCR buffer, 1.25 U of Ex Taq Hot Start DNA Polymerase (Takara Bio, Kyoto, Japan) in a total volume of 20 ml. Primers used and PCR conditions are listed in Supplementary Table S1. COBRA was carried out on bisulfite-treated PCR samples with the following enzymes: TaqI for the DMR of H19, IG-DMR (Gtl2), Nespas, Zac1, Igf2r (DMR2) and Zdbf2; HpyCH4IV for the DMR of Gnas1A, Peg10, Peg1, Peg3, Snrpn, Lit1, U2af1-rs1, Impact and Zdbf2. Samples were electrophoresed on 2% agarose gels. The PCR products were purified and cloned into the pGEM-T Easy vector (Promega, WI, USA) and individual clones were sequenced using T7 or SP6 primer and an automated ABI Prism 3130xl Genetic Analyzer (Applied Biosystems Japan, Tokyo, Japan). An average of 20 clones for each individual was sequenced. At least two separate sodium modification treatments were carried out for each DNA sample, and at least three independent amplification experiments were performed for each individual.
Reverse transcription PCR analysis
Monoallelic expression of Gpr1/GPR1 was investigated by RT-PCR. DNA-free total RNA (1 mg) from mouse and human tissues was reverse-transcribed into cDNA using AMV reverse transcriptase (Roche Diagnostics, Basel, Switzerland) with either a sense or antisense primer in order to determine the direction of transcription. RT products were then amplified using the specified PCR primers.
In situ hybridization analysis cDNA probes for mouse Zdbf2 and Gpr1 were generated by PCR (Supplementary Table S1 ) and used to prepare sense and antisense riboprobes by in vitro transcription using the DIG RNA labeling kit (Boehringer Mannheim, Mannheim, Germany). Sagittal sections of 8 mm from paraffin embedding mouse embryos and placentas at E13.5 were used for in situ hybridization as described previously (41) . Sections were counterstained with eosin.
Sequence analysis
Nucleotide similarities between mouse DMR1 and human DMRh1 were calculated using the GENETYX software version 11.0 (GENETYX, Tokyo, Japan). Dot-matrix analysis was performed on mouse DMR1 and human DMRh1 to detect homologous regions using Harrplot Ver. 2.0 as part of the computer software GENETYX package.
RESULTS

MeDIP-on-chip screen for the DMRs
To identify novel DMRs, we applied the meDIP-on-chip method to DNA extracted from parthenogenetic (PG)-derived stem cells (two copies of the maternal genome), androgenetic (AG)-derived stem cells (two copies of the paternal genome) and genomic DNA prepared from mature sperm. We first confirmed that the stem cell genomic DNA had the characteristic epigenetic profile of PG-and AG-genomes by analyzing the methylation status at the DMRs of the imprinted genes H19, IG-DMR (Gtl2), Rasgrf1, Nespas, Gnas1A, Peg10, Peg1/Mest, Peg3, Snrpn, Lit1/Kcnq1ot1, Zac1/Plagl1, U2af1-rs1/ Zrsr1, Igf2r (DMR2) and Impact. Representative results for one paternal DMR, IG-DMR (Gtl2), and one maternal DMR, Lit1, are shown (Supplementary Figure  S1A) . Both stem cells maintained the correct DNA methylation marks all the DMRs except the H19 DMR, which was hypermethylated in both genomes.
Next, we used antibodies specific for 5-methyl-cytosine to isolate methylated DNA from mouse PG-and AG-derived cells and also from sperm. We used quantitative real-time-polymerase chain reaction to assay for the presence of the known DMRs within the immunoprecipitated material using input DNA as a control. The paternal DMRs of H19, IG-DMR (Gtl2) and Rasgrf1 were amplified by real-time-PCR from both AG-derived cell and sperm meDIP samples (Supplementary Figure  S1B) . The H19 DMR was amplified from both the AGand the PG-derived cell samples. The maternal DMRs of Nespas, Peg10, Peg1, Peg3, Lit1, U2af1-rs1 and Igf2r (DMR2) were amplified from the materials of the meDIP PG-derived cells. We additionally examined sequences where both maternal and paternal alleles were methylated, including Nanog, Rest, Aicda, Tdrd12, Gdf3 and Slc2a3 (Aicda and Tdrd12 were unmethylated in sperm) and where both alleles were unmethylated, Utf1 (42). In total, the monoparental stem cells maintained the correct parental methylation pattern at over 94% (16/17) of the loci examined. These data indicated that meDIP was effective at isolating known DMRs.
We next performed meDIP-on-chip by applying the meDIP samples to mouse whole-genome tiling arrays. The fixed quantity value that had been obtained from this array analysis corrected the reference value. We looked for the regions under the following conditions: (i) at least three adjoined methylated probes (using neighborhood model supplied by Agilent Technologies Japan, p (Xbar) < 0.07) and (ii) a similar methylation pattern between AG-derived cells and sperm but dissimilar to PG-derived cells (normalized log ratio of the PG-derived cells probe < 0.5). We identified 458 candidate DMRs in the mouse genome. 141 were paternally methylated DMRs and 317 were maternally methylated DMRs (Figure 1 , Tables 1 and 2 ). Of these, 20 were known DMRs. We correctly identified the IG-DMR (Gtl2) and Lit1 DMRs using the tiling arrays for mouse chromosome 7 and 12 ( Figure 1B, upper panel) . Using the tiling array for chromosome 1, we found the evidence of three closely linked paternally methylated DMRs ( Figure 1B , lower panel) that lay within a 60 kb region between the imprinted Zdbf2 (zinc finger, DBF-type containing 2) gene and the uncharacterized gene, Gpr1 (G-protein-coupled receptor 1) (GenBank accession number NM146250) ( Figure 2A ). We had previously identified Zdbf2 as an imprinted gene linked to a DMR in a parallel study isolating imprinted genes based on their expression status (26) . Not all the known DMRs were identified. 
The Ras/Grf1 DMR could not be identified because the sequence for this region had been excluded from the mouse tiling array due to its highly repetitive sequence. The H19 DMR was also not identified in the screen and this was most likely because the H19 DMR was methylated in both ADS and PDS material, as determined by COBRA, and therefore amplified from both meDIP samples. Nonetheless, these data on known DMRs indicated that meDIP would be an effective technique for identifying novel DMRs.
Paternally methylated DMRs in the Gpr1-Zdbf2 imprinted domain
Within our tiling array, there were three separate regions of differential methylation on chromosome 1 in close proximity. In our very recent study on Zdbf2, we identified one paternally methylated region on chromosome 1 in this vicinity (26) . We chose to characterize these three DMRs in greater detail in order to determine their relationship to the Zdbf2 DMR. Using the combined bisulfite-PCR restriction analysis (COBRA) and bisulfite-PCR sequencing, we confirmed that these three DMRs were methylated in genomic DNA from mature sperm and unmethylated in metaphase II (MII) oocytes DNA and differentially methylated in blastocysts DNA from B6/JF1 mice ( Figure 2B ). Genomic DNA from somatic tissues from B6/JF1 and JF1/B6 embryos at E13.5 and adult mice was assayed by the same methylation protocol. All of the tissues of both adult and embryo, including the liver, lung, heart, kidney, spleen and brain, were differentially methylated and the methylation was reprogrammed in the next generation and stably maintained after tissue differentiation (Supplementary Figure S2A) . We called these paternal DMRs DMR1, DMR2 and DMR3. They were 5.0, 3.0 and 4.2 kb, respectively.
None of the DMRs would be defined as CpG islands using the following standard criteria: minimum length 100 bp; GC content > 50%; Obs/Exp CpG > 0.6. Instead, they exhibited a low G+C content (43.5%, 46.6% and 42.4%, respectively) and a low frequency of CpG dinucleotides (CpG observed/expected = 0.22, 0.34 and 0.19, respectively). Analysis of the primary sequence of the DMR1 region revealed five repeats of the 37 bp repetitive sequence. Many imprinted DMRs are characterized by repeat sequence elements. DMR3 contained the 341 bp sequence of the Zdbf2 DMR that we reported previously (26) . Further analysis demonstrated that the three DMRs were closely linked within a 16 kb region separated by regions the lacked allele-specific methylation (Supplementary Figures S2B-1, 8, 14 and 20) .
The de novo methylation of the DMRs linked to Gpr1-Zdbf2 is dependent on methyltransferase Dnmt3a
To investigate the developmental changes in methylation at the paternally methylated DMRs in the Gpr1-Zdbf2 domain, we carried out bisulfite-PCR methylation analysis in genomic DNA isolated from male germ cells at E14.5, E16.5 and E18.5. The paternally methylated H19 and the maternally methylated Lit1 DMRs were included as controls. The regions we analyzed and the CpG sites in this study are shown in Figure 2A .
In E14.5 prospermatogonia, DMR2 was $15% methylated while DMR1 and DMR3 were unmethylated ( Figure 3A) . In contrast, the paternally methylated H19 DMR was unmethylated in E14.5 prospermatogonia. This was different to the Kato's et al. (16) paper that reported that the H19 DMR was hypomethylated (5-15%) in E14.5 prospermatogonia. The maternally methylated Lit1 DMR was almost unmethylated. In E16.5 prospermatogonia, methylation at DMR2 had increased, methylation was observed at DMR1 but methylation at DMR3 was mosaic. In E18.5, methylation of DMR2 and DMR3 further increased but DMR1 methylation was still mosaic. These data suggested that the DMR2 region was the first to acquire DNA methylation followed by DMR3 and then DMR1.
The de novo methylation of H19 DMR and IG-DMR (Gtl2) is mediated by the de novo methyltransferase Dnmt3a (16) . We asked whether the Zdbf2 DMRs were also dependent on Dnmt3a by examining normal and Dnmt3a-deficient prospermatogonia. Male germ cells at P7 were isolated from the testes of the conditional Dnmt3a knockout mice by FACS as previously described (16) . We performed the bisulfite-PCR based assays for the paternally methylated DMRs on this material. The degree of methylation in Dnmt3a-deficient prospermatogonia was decreased compared to wild type prospermatogonia ( Figure 3B ). Similar to H19 DMR and IG-DMR (Gtl2), establishment of the Zdbf2 DMR was dependent on Dnmt3a.
Imprinted genes near Zdbf2
Imprinted genes are commonly clustered within the genome. We therefore sought to determine the imprinting status of the nearby Gpr1 gene. We identified a single nucleotide polymorphism (SNP) in exon 3 of Gpr1 between the B6 and JF1 strains of mice ( Figure 4A ). We performed allele-specific reverse transcription-PCR (RT-PCR) sequencing analysis using E18.5 tissues obtained from reciprocal crosses between these strains and also adult material. The transcriptional Figure 3 . Methylation acquisition during spermatogenesis and absence of methylation imprints in Dnmt3a-difecient spermatogonia. (A) Methylation status of three Gpr1-Zdbf2 DMRs in E14.5, E16.5 and E18.5 prospermatogonia. As a control, the paternally methylated H19 DMR and the maternally methylated Lit1 DMR were included. The regions we analyzed and the CpG sites in this study are shown in Figure 2A. (B) Methylation profile of DMRs in normal and Dnmt3a-deficient prospermatogonia. Male germ cells at P7 were isolated from testes of normal and the conditional Dnmt3a knockout mice by FACS. The bisulfite-PCR-based assays for the three paternally methylated Gpr1-Zdbf2 and the H19 DMRs and maternally methylated Lit1 DMR. direction of the RT-PCR products was determined by using either sense or antisense primers as primers for cDNA synthesis ( Figure 4B, Supplementary Figure  S3A ). Only the paternal Gpr1 allele was detected in kidney cDNA but in brain, lung, liver, heart, spleen, testis and the placenta Gpr1 was biallelically expressed ( Figure 4C and Supplementary Figure S3) . We also examined the expressed sequence tag (EST), 1700039l01Rik (GenBank accession number XM 001478509), located $40 kb upstream of Gpr1 and overlapping DMR1. This EST consisted of three exons. Using a similar SNP-based assay, we found that the transcript was biallelically expressed in the testis (data not shown). Adam23 (a disintegrin and metallopeptidase domain 23) (GenBank accession number NM 011780), a gene located $140 kb downstream of Zdbf2, showed biallelic expression in the all tissues which we examined (data not shown).
Expression of mouse Zdbf2 and Gpr1
In order to determine whether Zdbf2 and Gpr1 were co-expressed in the same tissues, we examined their expression pattern in E13.5 mouse embryos by in situ hybridization. Zdbf2 was strongly expressed in the mesencephalon, pituitary gland, nasal epithelium, thymus, intestinal epithelium, the mesonephrum in the mouse and in the spongiotrophoblast layer of the placenta ( Figure 5A-H) . Despite the tissue-specific monoallelic expression of Gpr1 gene, the gene was widely expressed with the strongest expression being in the diencephalon, dorsal root ganglion, tongue, liver in the mouse embryo and in the spongiotrophoblast layer of the placenta (Figure 5I-M) .
We isolated two regions, which we called DMRh1 and DMRh2 (data not shown, Figure 6A ). We examined whether these methylated sequences were DMRs by applying the bisulfite-based PCR methylation assay to genomic DNA isolated from human sperm, blood and placenta. We found that DMRh1 was fully methylated in sperm DNA and $50% methylated in umbilical cord blood and placental DNA ( Figure 6B ). In contrast, DMRh2 was fully methylated in all the samples. Part of the DMRh1 sequence (GenBank accession number AC007383; 194613-195967) was similar to part of the mouse DMR1 (GenBank accession number AL669947; 13006-14276) with a 50.6% nucleotide match indicating that we had identified the human homologue of the mouse Zdbf2 DMR (Supplementary Figure S4) .
Human ZDBF2 is imprinted and expressed only from the paternal allele (26) . To determine the allelic expression of GPR1 (GenBank accession number NM 005279) in human material, we identified an SNP within exon 3 of GPR1. We identified the SNPs 3 of 35 cases. We performed RT-PCR analyses on umbilical cord blood and placenta RNA. GPR1 was expressed from only paternal allele in the three all neonatal leukocytes but not in the placenta ( Figure 6C ). Both the human and the mouse GPR1 genes were imprinted and expressed from the paternal genome.
DISCUSSION
In this paper, we report on a novel DNA methylationbased screen for imprinted genes that resulted in the identification of 458 putative DMRs. Of these, 20 were previously characterized DMRs. Several methods for systematical searching for imprinted methylation regions within the mouse genome have been reported. The representative method is restriction landmark genomic scanning with methylation-sensitive restriction endonuclease (RLGS-M), which identified the U2 small nuclear ribonucleoprotein auxiliary factor 35 kDa subunit (U2afbp-rs) on mouse chromosome 11 (43) , and the Grf1/Cdc25 Mm on mouse chromosome 9 (44). Another approach based on DNA methylation is called Methylation-sensitive Representational Difference Analysis (Me-RDA/MS-RDA). With this method, two imprinted genes, maternally expressed Nesp and paternally expressed Gnasxl, were identified at the distal end of mouse chromosome 2 (45, 46) . In another study using two different methylation-sensitive restriction enzymes, Hin6I (HhaI) and HpaII, three imprinted genes were identified. Interestingly, two of these were located within the intronic regions of other genes (24) . Recently, the tiling array technology has been successfully applied to decipher chromatin structure (33,35) using chromatin immunoprecipitation (ChIP-chip) (34) . A tiling array approach can provide genome-wide profiling of the methylation pattern in a particular sample when used in combination with a methylated DNA binding column specific to methylated CpG sites (36, 37) , sodium bisulfite modification (47) , and/ or the antibody against 5-methylcytosine. In this study, we have demonstrated the power of this technique when applied to studies on genomic imprinting.
The paternally methylated DMRs that we identified on mouse chromosome 1 were located near the imprinted gene, Zdbf2. We and another group previously identified Zdbf2 as an imprinted gene in expression-based screens (26, 48) thus validating both approaches. The paternally methylated DMR consisted of three distinct methylated regions interspersed with two non-methylated regions. Similar to the paternal DMRs of H19 and IG-DMR (Gtl2), methylation at the three paternally methylated DMRs was present in the male germline but not in the female germline and was dependent on Dnmt3a, suggesting that all three regions are germ line DMRs. We determined that the Gpr1-Zdbf2 paternally methylated region spanned 16 kb, which is the longest DMR so far reported (23) . We identified a direct repeat sequence in the first Gpr1-Zdbf2 DMRs. This type of repeat is associated with other imprinted DMRs but its function is still unknown (49, 50) . When we further characterized the Zdbf2 domain, we found that Gpr1/GPR1, which lies 60 kb from Zdbf2, was also paternally expressed. At the human locus, we identified a single, paternally methylated DMR between GPR1 and ZDBF2, and showed that the human GPR1 gene was also imprinted and paternally expressed in neonatal leukocytes but not in the placenta.
Imprinted genes are regulated by parent-of-origin specific DNA methylation within their DMRs in cis. The DMRs on mouse chromosome 1 are paternally methylated. Paternally methylated DMRs are present at only three other imprinted domains, H19, IG-DMR (Gtl2) and Rasgrf1 DMRs. DMRs function as imprinting centers, controlling the neighboring imprinted genes (51, 52) . In the case of the H19 DMR, and possibly the IG-DMR (Gtl2), paternal methylation inhibits the expression of the paternal allele via an insulator that operates as a methylation sensitive boundary (53) . The Gpr1-Zdbf2 DMRs shows more similarity to the Rasgrf1 DMR as both DNA methylation and active gene expression is from the paternal allele. The imprinted expression of protein coding genes can also be achieved by direct DNA methylation of their promoter (Peg1, Peg3, Zac1) or indirectly, by methylation of the promoter of a long, noncoding antisense RNAs (Lit1, Igf2r) (54). In the latter case, and in the boundary model, imprinting is achieved by an interplay between the maternally and paternally expressed genes. Currently, there is no evidence of a maternally expressed transcript initiating near the Gpr1-Zdbf2 DMRs. However, although the EST (1700039l01Rik) was not imprinted in the tissues and at the time points we tested, we cannot exclude imprinting at a different time point or the presence of other imprinted genes lying at a distance from the DMR for this domain.
This work demonstrates the effectiveness of meDIPon-chip in identifying DMRs. Chromosome 1 was not identified as containing an imprinted domain based on phenotypic studies in mice with maternal or paternal duplications but two approaches have identified an imprinted locus on this chromosome. Conversely, there are regions on mouse chromosome 2 and 12 where imprinted domains are predicted but for which no candidates have been identified (55) . Our method has identified a number of novel DMRs providing candidates for these effects. We still do not know which features of DMRs are the most important for attracting germline methylation. For example, CpG-spacing, the presence of repeats, the genomic context of the DMR or a combination of these factors may be involved. Systematic searches will aid in the characterization of common features of paternal and maternal DMRs. These criteria can then be applied to other genomes, including the human genome, to identify novel DMRs. Our method is also suitable for adaptation for other types of epigenetic modification such as a specific histone modification. The identification of new DMRs and imprinted domains will provide novel insights into the mechanism of imprinting and its biological role in mammals.
This work also identified a new imprinted gene that had not been isolated in any expression-based screen. The mouse Gpr1 encodes a 353 amino acid plasma membrane protein with seven transmembrane domains, which is coupled to the G protein, Gpa2 (56, 57) . It may therefore play a role in signal transduction. The Gpr1-Gpa2 complex is responsive to glucose and sucrose (58) . Several endocrine disorders have been shown to be caused by either loss-or gain-of-function in G proteins or G-protein-coupled receptors (59) . GNAS is a complex imprinted locus that produces multiple transcripts. The main transcript derived from GNAS, Gs, encodes the a-subunit of the stimulatory guanine nucleotide-binding protein.
Gs is expressed biallelically in nearly all tissues and plays essential roles in a multitude of physiologic processes. Other transcripts produced by GNAS are expressed exclusively from either the paternal or the maternal GNAS allele (60, 61) . The expression in renal proximal tubules occurs predominantly from the maternal allele and this tissue specific imprinting of Gs is an important role in different kind of pseudohypoparathyroidism (62) . We found that the imprinting of Gpr1 was confined to the embryonic and adult kidney. In others tissues, the gene was not imprinted. This might suggest a functional importance for dosage of Gpr1 in the development of the kidney.
In summary, using an meDIP method on the whole mouse genome, we identified 458 regions as putative DMRs. We found that the technique successfully identified the majority of known DMRs. The failure to identify two known DMRs was not related to the technique but due to the nature of these sequences, one being highly repetitive and therefore excluded from the array and the second sequence lacking differential methylation in the stem cell material used in the assay. We also further characterized the mouse Zdbf2 DMR isolated by this technique and found that it had an unusual with a tripartite structure spanning a relatively extensive genomic region. Similar to the H19 DMR and IG-DMR (Gtl2), methylation in the male germline was dependent on Dnmt3a. We have also identified paternal expression of the nearby Gpr1/GPR1 gene in mouse and human. MeDIP is a powerful, cross-genome method for identifying allele-specific epigenetic marks.
